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1 



wo 200S/038442 



PCT/JP2004/015347 



V ^ s t i-tb ff > M 3zl! b fc P»g M ^ T < 5 o 

Jt>CC)— t UT.^® ^-^Bft (Surface Plasmon Resonance, 
SIT. rsPRj irVN^) ^m^\^ti^m7!)m^^nX\f^^ (|E|l^#M)o 

SrPtiSi- S ^1 i J: o T ^iJ&Mi® $ ^ t b > <^«^^mSr::fe||® l-Ji 
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mt^^^^(Dmt u-c«> m^i^i 1-5 1 2 1 s 6#-<^^{^:iE^$^^Tv^s 

^fc. #^¥1 0-5 0 5 9 1 o^<i^r#{c:{i. *^Jm-^;^7/^:^K^ix^ g^/Hb 

W.K:=-y^^umE^:^'^fc-h(D^m^^XSPRm^^ffts:^mUm7^^ 

^\.xi!(^mm^m^^^^-t:iti)^h. (His-tag) ii^fm. mkv^P( 
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9-2 5 7 5 7 8)0 o-^!9. —m^ytitm^m. ti-i:^ry^V 

Mt<^EE^^Sa£V^{^^^^V^;5S. i^|g¥9-2 5 7 5 7 8(Diai(Da{C. S^g 

C 5 Hironori Takeda b , RAPID COMMUNICATIONS IN MASS SPECTROMETRY, 
Vol.17, Issue 18, pp. 2075-2081 (2003^) C^lfi. V ^'^M ( y i^lfe^y ^;^-7^ 

\.xmm<t^^^^m ^m^s:'^ u s ^ v^ 5 mm^m^. m mt^m ^mm 

K (iS'w^tJ'W) ^Sr^mufct)> -S7°5^F:asy :/^-ft:$tb-CV>S*^^*^Sri|flJt^-r 
5 o3g® 7° 7 *3 J; t>*^ m-^^ \^^m X^^h(OX^r>, 
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1213 y :/^'^li$;^^xv^Si3-:*■^'1'^;^s-^*n5KJ|s^^-ov^TSPR^|y^^ 
1114 JIfty :x^'^^:$^^f^:i3-;^7•^V:/;5S-g■^;}^5S^i5js^.^^:ov^■CSPR^||JjtSr^T 

1215 y >'^'fk$n^iv>— jK6*j;fe:^i//-«^K"t?fc-54^jfn.?tr/u:7'5 :/(B s A) 

1216 0 3~5 ^^:^-t-ay^J^:^{^:*5V^-t^ fe/VAc^RU-fttd^Pj^n— 
/UB CO R U'fitoM?Sr:^i-121-efe So 

m 7 y ^^-fb^T"^ K (P-p60osrc) hf^)> l^Wtit^-^^ K (peOcsrc) i)^^ 
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^8 V :-'^'fb^tL■cv^Si3-:*■^^>'^s-^*tlSTO^^:ov^TSPRSlJ^^ 

V\ mx.}-£. >I^S#fF^5, 3 1 3,2 6 4-§-BJ^ffl*-elS^$i^TV^S^®>gffflV^ 
/Hk^{t;OS:^^-CfoS. (2) J;b^6^i^5>^»(^^^{->fj•UT^^^s^gv^. (3) ^ 

m\^m\^xM.i^&o\^m.m-r^b. &^r<Dmr)xh^o mi\^is\,^x. iT^yxAiRo 

pg/mm^) i: UT^^-f-Sr t 



7 



wo 200S/038442 



PCT/JP2004/015347 



rphos-tagj iv^5 r ir^^-a-rs^-e&i?. :^mm\^^^-M^m^\^ 

V^^S, 1^J;t(i*f^, C1-C6 T/V^V^-S, T^^^ (-NH-), (-0-). 

(-S-), :fJ/V:^=:.J\^m (-C(=0)-). (-C(=S)-), 3iX 

T'/l'S, T5K^, !>vr^ (-NHC(=0)NH-), f-:t^UT^ (-NHC (=S) NH-) , \f 

/m, 31— x/vS, ^^r^i— T^yvS, :i:;^-7^/u^. 
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M^—m^^-r^ C1-C6 r/i^dr u^-m ; r § / a^— t^/VS, 

;^;/V7j?:=i/l^^. T ? K*. iJ' WTS, l^TS^O* 

y?. h^^^^Jf <5r :l©«S^^^, ±]^Ufcy S©<^ffitzi^jP;t 

rci-c6 r/v=api/^sj ifi, ^*^i~6oii:^5t^i^fefi^^<P)l^(^ 

vi}::°ui^m^mif?)^t-i!)^X^. Cl-C4r/U=arw:^^;ei50*b<. C1-C2 ryv=¥i/ 
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{i^l#^^:i!lPI$*^!^j;v^>5S, l 0~1 0 0 nm;5W*U< ^ii^^4i^^J5 0 nrnt-TSo 

fo^d^fe-efeSo |SI^{-> ^c^^i^*a=g«s 3 0 — 5 0 nmcD$5Hl^i-r5^ t 
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"^i.^^^^. '^:^-Mt>tm m:^\-i. R^-SH) kn'^mt(DKl^s\'^m}^X 
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^mj:h<7)^mm-trntj:^\ ^^u-c. (vid ^mm^^-t^n^m 




(VII) ^Jri-SA^M-fb-^^tc^JimSr^iiP-t-S^litcj;-:? 
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H3C 

tmmt^h<Dx^h^ . (I) tmmKm^^?}^t:^^x^^o spr 

iAYx^m (VI)) f*. £tTO^=^'-i>.2tc:J;>9$!i3ti-6ii:;as-e#5. 




mWb'g'i^-cfoS'fk;'^*^ (II) (i,3-e?r^/-2-7"nx-«/>-/W mis<^t3 
o^-teffi-rs^i^ids-etSo 'fb-g-'^ (III) t-fb-g^!^ (V) n.)m.^w^fii 

=l#5t^^UTv><5<?5r% r)i|g(Dtj(0^^v^6*^. ^v^t*^ll#<:^^o;^Sfel^J; •? 

y^^-Ki-^n.^ 3fe-f. M^ro^^TMb-^i^ (ID t (III) ^m^m."^^-^^ 

-fb-^^ (IV) ^^tSo ^^^&f*-IS!5g-r-o'fb'g'«^ (III) ^^Au-cv^oT 
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^J:v^>6S. 3 ^mU±<^it^'>^ (in) Sr^ffi-r2»r <^ ^-J:oT-^|5gS^S-e'fb-g• 
^^ (IV) ^#5^ t ti-rt^So 

i^2-X?}i. li-a^SiSt UTjItcS^T ^ /'fbS^&Sr=ff^fcoTV^S„ ^(D:^ 

'a^t;!'^^^;^'^^^}*. ^b-a-#) (II) t (III) Sf&trPS. 

Myu^T ^ y ^-Tit^m (II) i: (HI) ^mmt l^XCD^mM.^ 

J:V>:6S, 'e^!|x.fi2 0~8 O'C'Cl 2 — 1 0 O^WSlS^'^So 

(IV) i:^s-t?t 5o 

f3:^s {fc-a-i^ (IV) ^#5;^&}4;^=^-^ 2-T?^Ufc:;^^Sfe(-PSbtL-r. -^Jx-fi 
(II) t/^p</^-'ffc:-a'^/5=»b<b-a^i^ (IV) ^Sr-a^^u-ctiJiv^ 
i^-^^ (V) ^;}c:i>5. 'fk-g-^^ (VI) ^m^^h-b>X% 

5»^{cj^?i^r,Mi:i?:^S'^^AtJia^^^=fT^.co-ct J:v\^vN}4.'fk-a-«^ (V) 
(VI) Sr'8-J^bTt>J;v\ Mx.}is ?FSttetfe^i:U-C= ha^ir^-rS'fk'a-i^ 

(D^mt^¥/) (VIII) ^Sr>ffiv>§c:i;t>-t?tSo 
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6 -O^- V"'>/ 

" 3 



:2|s:^P^^v£Mffl^fb^«mS (VIII) fi. ii^;^^gm<ie{-*A$^xfcim^ 

(BI0CRE1±^, Sensor Chip CM5) S P R^lJ^^g (BIOCRE ttM, BIOCORE J) 

9:^::i>'^/^5/:7r^i: Ut. 5X10-'% (v/v) Tween 2 0, 0. 20M 
-thV ^-^^^tMOixU ffi^M^&Sr-^tP lOmM HE PES (2-[4-(2-t FP^rv- 
a:^/v)-i-f^9i^=/H^^i/^>'^5!i^>'^) -7K^'fl::':^ ^ y ^'AtK^?^ (pH7.4) 

j}?^v'/VS?S'l*W'Cfo5 E D C (1-3^9^/^-3, 4:-Z^;< ^)Vr 5 / 

^ K, 200niM) tNHS (N-fc KndE^':^;^^i^W 5 K, SOmM) (OU'^iif.W^ 

^v>r% -fe^-f— 5^5/:^{3:-7:^;^i5'i/^&m#-t-afc*{=i, n.n.n'- h y (2-t!'y 

v'/V^ f^/^)-N'-[5-N"-(2-T 5 y :^7/U/^^-l'/W-2-t' y i^/V^ ^ 
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3-i;5T % /Zfn^-^l^-2-:t^;V(D 50% (v/v) T-fe h = b ^ /^^l^ (lOmM) 

Jtl^]K5t0-!l 1 

^m^i^-:f;vt\^X. (i) /3-;*7if'f>' (-^Vi? y l^^^biJ' SIGMA 
1±), (ii) J3}iy >'^|l2i3-:i7-^<>', :fe<};t>* (iii) ^iflL?ST/V>^$ (BSA, New 
England BioLabs ^±) ^^^^ Ufc„ WLV l^mi^& -^^-^^ ^--^n.. 
lOmg/raL (50mL) ^; i^?^ :^f-r 7 t ^5^— ^ (SIGMA tt) i:0.20MM 

ES-NaOH (pH6.8, 50mU t cD?S-a-^?^^s 1 Z^ms 8'X2X4 '^^=^-< 

a— fe/VA, Bt;:oV^T. ^-^ly^^T^^m^m.^ • 2 5°C, ^ftj^ •• 3 0 iuL/min 

MM^'^t^o ^i^>':/>'l^^?^<^S'J^^^^^^*^ 25niM vi^^—fiV ^J^-25tiM y 
^- •:^ b y A7jc^?^ (pH6.86) ^6^m. Q.2oit=^'f-ui^-:^T^:ymBMr.i- 
h y !^A7k^M (pH7.4) ^6^m. ±m^^^^>'^^'^yy'r—^5^m^\^x. 

(i) ~ (iii) (DS PRiiJj£^:^<Sr^tb-'etb|ll3~5}c:, ^-^l^lf 
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2 

^iffr-^^-zf^ut vx. (iv) y ^^{li SRC F (^z y i^l?'fh;-<7'5^ F, 

ANA SPEC 1±) *3J;tJ? (v) SRC-<:/5^F (#y ^-m-fb-^^^F. ANA SPEC th) 
(D^^) ^0.40M V ^m^^S^yr— (pH7.0) ^5^m, 0.20M 3^^Ui^i^T5 

^^mm^::--r h V ^ j>^7mm. (ph 7.4) ^5^^, ±Mm:^m 1(0^7 
^vx\/^^7!)^^i)^^mmi^nwrX'^?>^tifmhi)^\^^tiit.o 

^ (BI0CRE^±®1, Sensor Chip SA) SPRPJ^^tt (BIOCRE ttiSi, BIOCORE J) 
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'7l^=.lyif/<tfyT — t\^X^ 5X10"'% (v/v) Tween 2 0, 0. 20M 
h y !>i^*5j;t/10MM S^^ffim^-^tPlOmM HE PES (2- [4- (2- 1 K n =3{^ 
cnf^/W)-l-tf^7i^=^/l']:^^^^/V*J>'^) -7X^'fl::^ b y !>i»7K^^ (pH7. 4) 

^■r^^T'. ?5i&3S3 0 ML/min "C^ ^-^^^ ^7 r l-^Co 

N,N,N'-h y (2-t:"iJ '^/l'7<^/V)-N'-[5-N"-2-(6-D-l:f:^f"VT5 

p^^i^_2-;^-^/v (TIB^^t'Sr^-rS'ftS'a'W <^ l.OmM Ji|B7i^=>'^^^5':7r 
«-^?KSr*lUfcio ii.^f4 2 5"C. Sfcit}* 3 0 M L/min, ^Sg-B^^raJ* 6 5> t Ufc„ 




2 

^lii^j 3 

j/^iSx-^'y:ff^t\^X. '7ly^l^^y'^y'7r^ (5X10-'% (v/v) Tween 2 
0, 0. 20M y !>A*3J;O«10mM S^mMI&^-^tf lOniM HEPES-tKM 

-(b-:h h y !^7i=s7K^^^ (pH7.4)) {;i^^?bfcj3-;&-if-<^ y ^'^^biS' 

i^K, SIGMAtt) ^'KfflUyto 1.5AiMtU;to 
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mmv^mi o^mx^spRmi^^n^i^f^o mmm^i-i. o.4om v^^mTi^mm^ 
6^m. 0.20M s:-'f-u:yi^T^:ymBmr.'rhv ^j>>7i(.^m (ph s.o) 

^TJ5:ofc35S, RUf*^<^'fkUJi(;;ii^of::o 
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1 . 



i^^. x«y v':^/— s^^^-rj 

2. 





Affile TIE^ (I) -e^^i^bSSm^^Sr^f SA^feJl^ti-a-^fo 
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(I) 
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6. 



*r&JSi^®f-Tia^ (VII) x-m^fi^M^m^^ir^mfll^mh^^o 



OH 



-x---W^ V-'Vi (vn) 
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